Isolation of neutrophils from mouse bone marrow. Bone marrow fractionation was performed using by a modification of the Percoll gradient centrifugation method described by Boxio et al. (1, 2) . Bone marrow was flushed from femora and tibiae with HBSS prep (10X HBSS Ca-Mg free diluted to 1X with 20mM Na-HEPES (pH 7.4) and 0.5% FCS) and passed through an 18-gauge needle twice to disrupt larger bone marrow clumps and cells were pelleted by centrifugation at 400 x g. Red blood cells were lysed by resuspension of cells in 0.2% NaCl, then the concentration adjusted to 1.2% NaCl. Cells were passed through a 70 micron strainer and pelleted at 400 x g. The resulting pellet was re-suspended in 5ml HBSS prep. The cell suspension was layered onto a three-layer percoll (Sigma) gradient (78% /69% /52%) and centrifuged at 1000 x g for cell separation. The band at the interface of 69%/78% percoll layers was carefully collected, washed twice with HBSS prep and used for further experiments. The composition of the cell population was confirmed by microscopy to have neutrophil morphology and by and flow cytometry to contain predominantly CD11b + Ly6G + cells. of mice conditionally deficient for IL-10 production by T cells (Il10 f/f CD4-cre) or littermate controls. Mice were co-infected as described in Fig. 1A and bacterial colonization was assessed 2 days after IP inoculation with S. Typhimurium (n=5-10). Data are compiled from 2 independent experiments. Dots represent individual mice and bars represent ± SEM. Statistical significance was determined using an unpaired Student's t test on logtransformed values and is indicated as *, P < 0.05; **, P < 0.01.
Figure S6:
Proposed model describing the effect of malaria parasite induced IL-10 on the immune response to S. Typhimurium during co-infection in the liver. Malaria parasite infection increases the production of IL-10 by myeloid cells (most likely macrophages) in the liver. Increased local levels of IL-10 blunt expression of neutrophil chemokines, Cxcl1 and Lcn2, and reduce neutrophil infiltration. IL-10 also acts on phagocytic cells and alters their phenotype to render them more permissive to S. Typhimurium infection.
